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Cell Culture and Imaging Materials and Methods
HeLa cells were obtained from ATCC and cultured in Dulbecco's Modified Eagle Medium (DMEM, Cellgro, MediaTek, Inc.) supplemented with 10% fetal bovine serum (FBS, HyClone), and 1% penicillin/streptomycin. Prior to imaging, cells were passed and plated into poly-D-lysine coated plates (MatTek) containing 2 mL of DMEM, and incubated at 37 o C with 5% CO2. For H 2 S detection studies, the cells were then co-incubated with the H 2 S probe (5 μM), Hoechst 33258 nuclear dye (2.5 μM), and NaSH (250 μM) in DMEM. Prior to imaging, cells were washed with 2 mL of phosphate buffered saline (PBS) and then bathed in 2 mL of PBS during imaging.
Differential interference contrast (DIC) and fluorescent images were obtained using a Nikon Eclipse TE200U inverted epifluorescence microscope equipped with a 40x objective. The microscope was operated with the MetaVue Imaging Series software package. All fluorescent images were corrected for background. 163.68, 133.3, 132.2, 131.3, 131.1, 130.6, 130.3, 129.0, 128.0, 123.0, 122.1, 69.5, 58.8, 39 .4. 162.6, 149.6, 132.6, 130.0, 129.9, 129.3, 129.2, 126.9, 123.9, 123.7, 123.0, 69.4, 58.8, 39.7 
μmol) and sodium azide (35.2 mg, 539 μmol) were dissolved in 1-methyl-2-pyrrolidinone (3 mL).
The reaction mixture was protected from light and heated to 110 °C for 3 h. After cooling to room temperature, the black/brown solution was diluted with 25 mL of H 2 O. The crude product was extracted with ethyl acetate (4 x 25 mL) and dried over MgSO 4 . The product was purified by preparative TLC in the dark using 5% Methanol in CH 2 Cl 2 as the eluent to give the desired product as a pale yellow solid (17.7 mg, 36% yield). 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 1.6 ± 0.5 1.1 ± 0.1 1.2 ± 0.1 1.1 ± 0.1 1.1 ± 0.1 1.2 ± 0.2 5 4 ± 1 1.2 ± 0.2 1.2 ± 0.2 1.1 ± 0.1 1.2 ± 0.1 1.2 ± 0.2 10 7 ± 2 1.2 ± 0.2 1.3 ± 0.1 1.2 ± 0.1 1.2 ± 0.1 1.3 ± 0.2 15 9 ± 2 1.2 ± 0.2 1.3 ± 0.1 1.2 ± 0.12 1.2 ± 0.1 1.3 ± 0.2 30 11 ± 1 1.1 ± 0.1 1.5 ± 0.1 1.7 ± 0.1 1.3 ± 0.1 1.4 ± 0.2 45 13 ± 2 1.1 ± 0.1 1.6 ± 0.2 1.7 ± 0.4 1.4 ± 0.1 1.4 ± 0.2 60 14 ± 2 1.1 ± 0.1 1.7 ± 0.2 1.9 ± 0.5 1.4 ± 0.1 1.5 ± 0.2 75 14 ± 2 1.1 ± 0.1 1.8 ± 0.2 2.1 ± 0.6 1.5 ± 0.1 1.5 ± 0.2 90 15 ± 2 1.1 ± 0.1 1.8 ± 0.2 2.3 ± 0.7 1.5 ± 0.1 1.6 ± 0.2
Fluorescence Enhancement (F/F o ) Time NO Na 2 SO 3 Na 2 S 2 O 3 Cys* GSH* 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 1.1 ± 0.1 1.2 ± 0.1 1.0 ± 0.1 1.6 ± 0.4 1.2 ± 0.1 5 1.1 ± 0.1 1.2 ± 0.1 1.1 ± 0.1 1.8 ± 0.5 1.6 ± 0.4 10 1.1 ± 0.1 1.3 ± 0.1 1.0 ± 0.1 2.3 ± 0.6 2.3 ± 0.9 15 1.2 ± 0.1 1.3 ± 0.1 1.1 ± 0.1 2.6 ± 0.7 3 ± 1 30 1.2 ± 0.2 1.4 ± 0.1 1.1 ± 0.1 2.9 ± 0.7 5.7 ± 0.6 45 1.2 ± 0.2 1.5 ± 0.1 1.1 ± 0.1 4 ± 1 7.6 ± 0.7 60 1.2 ± 0.2 1.5 ± 0.1 1.2 ± 0.1 5 ± 1 10 ± 1 75 1.2 ± 0.2 1.6 ± 0.2 1.2 ± 0.1 6 ± 2 10.1 ± 0.6 90 1.2 ± 0.2 1.6 ± 0.2 1.2 ± 0.1 6 ± 2 12 ± 1 Table S1 . Selectivity of HSN1 with other reactive oxygen, nitrogen, and sulfur species. 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 9 ± 1 1.5 ± 0.1 2.2 ± 0.2 2.6 ± 0.1 1.6 ± 0.1 1.7 ± 0.1 5 25 ± 3 2.0 ± 0.2 3.5 ± 0.5 4.6 ± 0.2 2.3 ± 0.1 2.6 ± 0.3 10 39 ± 7 2.3 ± 0.4 4 ± 1 6.1 ± 0.5 2.6 ± 0.1 3.1 ± 0.4 15 47 ± 5 2.6 ± 0.5 5 ± 1 7 ± 1 3.0 ± 0.2 3.4 ± 0.5 30 55 ± 8 2.9 ± 0.6 6 ± 1 9 ± 1 3.5 ± 0.4 3.6 ± 0.6 45 59 ± 8 3.0 ± 0.7 7 ± 2 10 ± 1 4.2 ± 0.7 3.9 ± 0.7 60 61 ± 9 3.2 ± 0.7 8 ± 2 11 ± 2 5 ± 1 4.0 ± 0.7
Fluorescence Enhancement (F/F o ) Time NO Na 2 SO 3 Na 2 S 2 O 3 Cys* GSH* 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 ± 0 1 1.2 ± 0.1 1.6 ± 0.1 1.5 ± 0.1 2.5 ± 0.1 2.5 ± 0.1 5 1.3 ± 0.1 2.2 ± 0.1 1.8 ± 0. 
